) release channel that plays an impordepressed feeding behavior, suggesting an important role of HAP1 in hypothalamic function (Chan et al., 2002). tant role in neuronal function. In a yeast two-hybrid screen with the InsP 3 R1 carboxy terminus, we isolated
Despite all these data, the role of HAP1 in neuronal signaling and the pathogenesis of HD remain unclear Htt-associated protein-1A (HAP1A). We show that an InsP 3 R1-HAP1A-Htt ternary complex is formed in vitro 11 corresponds to a carboxy-terminal portion of the rat HAP1A isoform. To address whether both HAP1 isoTo systematically map the HAP1A-interacting domain, a number of InsP 3 R1 carboxy-terminal fragments were forms bind InsP 3 R1 with similar affinity, we cloned fulllength rat HAP1A and HAP1B cDNAs into the Y2H veccloned into pLexN vector, and the strength of interaction with clone 11 (partial HAP1A) was measured in a liquid tors and tested their ability to associate with IC10 bait. We observed strong interaction between IC10 and either Y2H assay ( Figure 1A) . From the obtained results we concluded that the minimal InsP 3 R1 region required for full-length HAP1A or clone 11 ( Figure 1B ). In contrast, the HAP1B isoform did not display any detectable interinteraction with HAP1A corresponds to amino acids F2627-G2736 ( Figure 1A, shaded) . Thus, the HAP1A-action with IC10. Thus, unique carboxy-terminal sequences present in HAP1A protein (K578-L599) appear to rointeracting domain in the InsP 3 R1 carboxy-terminal region partially overlaps with the minimal 4.1N-interacting bustly modulate association with the IC10 bait. Figure 1E ). The addition of COS7 cell lysates containing overexpressed HA-HAP1A into first experiments, we expressed GST-IC8 and GST-IC10 InsP 3 R1 carboxy-terminal proteins in E. coli and perthe GST-IC10 pull-down reaction significantly increased the amount of precipitated Htt-23Q protein ( Figure 1E ), formed GST pull-downs with extracts from COS7 cells transiently expressing hemagglutinin-tagged HAP1 probut had only a minor effect on the amount of precipitated Htt-82Q protein ( Figure 1E ). In control experiments we teins (HA-HAP1A and HA-HAP1B). In agreement with Y2H data, GST-IC10, but not GST-IC8, specifically assodetected the expression of endogenous HAP1A protein in HEK293 cells (data not shown). One explanation of ciated with HA-HAP1A protein ( Figure 1C) . In further agreement with Y2H results, GST-IC10 association with our findings is that Htt-82Q bound endogenous HAP1A with much higher affinity than Htt-23Q. As a result, endoge-HA-HAP1B was much weaker than that with HA-HAP1A ( Figure 1C ( Figures 2C, 3A , and 5A). 
